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(57) Abstract: 

PROBLEM TO BE SOLVED: To obtain a new monoclonal 
antibody capable of directly recognizing pathogenic 
Escherichia coli and useful for measurement of the 
pathogenic Escherichia coli by an immunity measuring 
method. 

SOLUTION: This new monoclonal antibody is the one 
capable of recognizing a pathogenic Escherichia coli, 
preferably enterohemorrhagic Escherichia coli producing 
vero toxin (e.g. pathogenic Escherichia coli 0-157), and 
further preferably recognizing intimin, preferably 
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intn202 or the like. The monoclonal antibody is obtained 
by administering the intimin or the like of a pathogenic 
Escherichia coli as an immunogen singly or with an 
adjuvant to a mouse or the like to immunize the mouse or 
the like, fusing an antibody-producing cells such as 
spleen cells of the immunized mouse or the like with 
tumor cells such as mxyeloma cells to provide 
hybridomas, selecting the fused hybridomas by a 
selective medium, forming the selected hybridomas into 
the monoclonal ones by a limiting dilution technique, 
cultivating the monoclonal hybridomas, selecting the 
clone producing the objective monoclonal antibody from 
the cultivation supernatant fluid by an immunoassay such 
as an enzymeimmunoassay, further administering the 
selected clone to a pristane-treated mouse, gathering 
ascites of the mouse to purify the objective antibody. 
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mm^- : 1 
K5flofi£ : 2 7 1 2 
B^jos : 
h*ny- : 
EfllottS : 

TAT GTT AAT CAG AAT TCA TTT GCA AAT GGT GAA AAT TAT TTT AAA TTG 48 
Tyr Val Asn Gin Asn Ser Phe Ala Asn Gly Glu Asn Tyr Phe Lys Leu 

5 10 15 

GGT TCG GAT TCA AAA CTG TTA ACT CAT GAT AGC TAT CAG AAT CGC CTT 96 
Gly Ser Asp Ser Lys Leu Leu Thr His Asp Ser Tyr Gin Asn Arg Leu 

20 25 30 

TTT TAT ACG TTG AAA ACT GGT GAA ACT GTT GCC GAT CTT TCT AAA TCG 144 
Phe Tyr Thr Leu Lys Thr Gly Glu Thr Val Ala Asp Leu Ser Lys Ser 

35 40 45 

CAA GAT ATT AAT TTA TCG ACG ATT TGG TCG TTG AAT AAG CAT TTA TAC 192 
Gin Asp lie Asn Leu Ser Thr I le Trp Ser Leu Asn Lys His Leu Tyr 

50 55 60 

AGT TCT GAA AGC GAA ATG ATG AAG GCC GCG CCT GGT CAG CAG ATC ATT 240 
Ser Ser Glu Ser Glu Met Met Lys Ala Ala Pro Gly Gin Gin Me Me 
65 70 75 80 

TTG CCA CTC AAA AAA CTT CCC TTT GAA TAC AGT GCA CTA CCA CTT TTA 288 
Leu Pro Leu Lys Lys Leu Pro Phe Glu Tyr Ser Ala Leu Pro Leu Leu 

85 90 95 

GGT TCG GCA CCT CTT GTT GCT GCA GGT GGT GTT GCT GGT CAC ACG AAT 336 
Gly Ser Ala Pro Leu Val Ala Ala Gly Gly Val Ala Gly His Thr Asn 

100 105 110 

AAA CTG ACT AAA ATG TCC CCG GAC GTG ACC AAA AGC AAC ATG ACC GAT 384 
Lys Leu Thr Lys Met Ser Pro Asp Val Thr Lys Ser Asn Met Thr Asp 

115 120 125 

GAC AAG GCA. TTA AAT TAT GCG GCA CAA CAG GCG GCG AGT CTC GGT AGC 432 
Asp Lys Ala Leu Asn Tyr Ala Ala Gin Gin Ala Ala Ser Leu Gly Ser 

130 135 140 

CAG CTT CAG TCG CGA TCT CTG AAC GGC GAT TAC GCG AAA GAT ACC GCT 480 
Gin Leu Gin Ser Arg Ser Leu Asn Gly Asp Tyr Ala Lys Asp Thr Ala 
145 150 155 160 

CTT GGT ATC GCT GGT AAC CAG GCT TCG TCA CAG TTG CAG GCC TGG TTA 528 
Leu Gly Me Ala Gly Asn Gin Ala Ser Ser Gin Leu Gin Ala Trp Leu 
165 170 175 



-7- 



(8) 1 1 - 2 8 6 4 9 9 

13 14 
CM CAT TAT GGA ACG GCA GAG GTT AAT CTG CAG AGT GGT AAT AAC TTT 576 
Gin His Tyr Gly Thr Ala Glu Val Asn Leu Gin Ser Gly Asn Asn Phe 

180 185 190 

GAC GGT AGT TCA CTG GAC TTC TTA TTA CCG TTC TAT GAT TCC GAA AAA 624 
Asp Gly Ser Ser Leu Asp Phe Leu Leu Pro Phe Tyr Asp Ser Glu Lys 

195 200 205 

ATG CTG GCA TTT GGT CAG GTC GGA GCG CGT TAC ATT GAC TCC CGC TTT 672 
Met Leu Ala Phe Gly Gin Val Gly Ala Arg Tyr lie Asp Ser Arg Phe 

210 215 220 

ACG GCA AAT TTA GGT GCG GGT CAG CGT TTT TTC CTT CCT GCA AAC ATG 720 
Thr Ala Asn Leu Gly Ala Gly Gin Arg Phe Phe Leu Pro Ala Asn Met 
225 230 235 240 

TTG GGC TAT AAC GTC TTC ATT GAT CAG GAT TTT TCT GGT GAT AAT ACC 768 
Leu Gly Tyr Asn Val Phe I le Asp Gin Asp Phe Ser Gly Asp Asn Thr 

245 250 255 

CGT TTA GGT ATT GGT GGC GAA TAC TGG CGA GAC TAT TTC AAA AGT AGC 816 
Arg Leu Gly I le Gly Gly Glu Tyr Trp Arg Asp Tyr Phe Lys Ser Ser 

260 265 270 

GTT AAC GGC TAT TTC CGC ATG AGC GGC TGG CAT GAG TCA TAC AAT AAG 864 
Val Asn Gly Tyr Phe Arg Met Ser Gly Trp His Glu Ser Tyr Asn Lys 

275 280 285 

AAA GAC TAT GAT GAG CGC CCA GCA AAT GGC TTC GAT ATC CGT TTT AAT 912 
Lys Asp Tyr Asp Glu Arg Pro Ala Asn Gly Phe Asp I le Arg Phe Asn 

290 295 300 

GGC TAT CTA CCG TCA TAT CCG GCA TTA GGC GCC AAG CTG ATA TAT GAG 960 
Gly Tyr Leu Pro Ser Tyr Pro Ala Leu Gly Ala Lys Leu lie Tyr Glu 
305 310 315 320 

CAG TAT TAT GGT GAT GAT GTT GCT TTG TTT AAT TCT GAT AAG CTG CAG 1008 
Gin Tyr Tyr Gly Asp Asp Val Ala Leu Phe Asn Ser Asp Lys Leu Gin 

325 330 335 

TCG AAT CCT GGT GCG GCG ACC GTT GGT GTA AAC TAT ACT CCG ATT CCT 1056 
Ser Asn Pro Gly Ala Ala Thr Val Gly Val Asn Tyr Thr Pro lie Pro 

340 345 350 

CTG GTG ACG ATG GGG ATC GAT TAC CGT CAT GGT ACG GGT AAT GAA AAT 1104 
Leu Val Thr Met Gly Me Asp Tyr Arg His Gly Thr Gly Asn Glu Asn 

355 360 365 

GAT CTC CTT TAC TCA ATG CAG TTC CGT TAT CAG TTT GAT AAA TCG TGG 1152 
Asp Leu Leu Tyr Ser Met Gin Phe Arg Tyr Gin Phe Asp Lys Ser Trp 

370 375 380 

TCT CAG CAA ATT GAA CCA CAG TAT GTT AAC GAG TTA AGA ACA TTA TCA 1200 
Ser Gin Gin Me Glu Pro Gin Tyr Val Asn Glu Leu Arg Thr Leu Ser 
385 390 395 400 

GGC AGC CGT TAC GAT CTG GTT CAG CGT AAT AAC AAT ATT ATT CTG GAG 1248 
Gly Ser Arg Tyr Asp Leu Val Gin Arg Asn Asn Asn Me Me Leu Glu 

405 410 415 

TAC AAG AAG CAG GAT ATT CTT TCT CTG AAT ATT CCG CAT GAT ATT AAT 1296 
Tyr Lys Lys Gin Asp I le Leu Ser Leu Asn I le Pro His Asp I le Asn 

420 425 430 

GGT ACT GAA CAC AGT ACG CAG AAG ATT CAG TTG ATC GTT AAG AGC AAA 1344 
Gly Thr Glu His Ser Thr Gin Lys Me Gin Leu Me Val Lys Ser Lys 
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75 

435 

TAC GGT CTG 
Tyr Gly Leu 

450 
GGC GGT CAG 
Gly Gly Gin 
465 

GCT ATT TTG 
Ala Me Leu 

ACG GCT CGC 
Thr Ala Arg 

CTT ACT ATT 
Leu Th r lie 
515 

GTA ACG GAC 
Val Thr Asp 

530 
GAT ACC ATT 
Asp Thr I le 
545 

GCT AAT GTC 
Ala Asn Val 

GGG GCA AAT 
Gly Ala Asn 

TTG AAG TCG 
Leu Lys Ser 
595 

GAG ATG ACT 
Glu Met Thr 

610 
ACC AAG GCC 
Thr Lys Ala 
625 

GCA AAT GGT 
Ala Asn Gly 

GGT CAG CCA 
Gly Gin Pro 

ATG TTC AAC 
Met Phe Asn 

675 

CGT GCG ACG 
Arg Ala Thr 

690 
AGT GCG ACA 



GAT CGT 
Asp Arg 

ATT CAG 
Me Gin 

CCT GCT 
Pro Ala 
485 
GCC TAT 
Ala Tyr 
500 

ACC GTT 
Thr Val 

TTT ACG 
Phe Thr 

ACT TAT 
Thr Tyr 

CCT GTT 
Pro Val 
565 
AGT GCC 
Ser Ala 
580 

AGT ACG 
Ser Thr 

TCA GCA 
Ser Ala 

AGC ATT 
Ser I le 

AAG GAT 
Lys Asp 
645 
GTT AAT 
.Val Asn 
660 

GGT AAG 
Gly Lys 



ATC GTC 
I le Val 
455 
CAT AGC 
His Ser 
470 

TAT GTG 
Tyr Val 

GAC CGT 
Asp Arg 

CTG TCG 
Leu Ser 

GCG GAT 
Ala Asp 
535 
ACC GCG 
Thr Ala 
550 

TCA TTT 
Ser Phe 

AAA ACG 
Lys Thr 

CCA GGA 
Pro Gly 

CTT AAT 
Leu Asn 
615 
ACT GAG 
Thr Glu 
630 

GCT ATT 
Ala Me 

AAT CAA 
Asn Gin 

TCT CAA 
Ser Gin 
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440 

TGG GAT GAT 
Trp Asp Asp 

GGA AGC CAA 
Gly Ser Gin 

CAA GGT GGC 
Gin Gly Gly 
490 

AAT GGC AAT 
Asn Gly Asn 

505 
AAT GGT CAA 
Asn Gly Gin 
520 

AAG ACT TCG 
Lys Thr Ser 

ACG GTG AAA 
Thr Val Lys 

AAT ATT GTT 
Asn I le Val 
570 

GAT GCT AAC 
Asp Ala Asn 

585 
CAG GTC GTC 
Gin Val Val 
600 

GCC AGT GCG 
Ala Ser Ala 

ATT AAG GCT 
I le Lys Ala 

AAA TAT ACT 
Lys Tyr Thr 
650 

TCC GTT ACA 
Ser Val Thr 

665 
ACG CAA GCA 
Thr Gin Ala 
680 

TCC AGT TCC 
Ser Ser Ser 
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445 

AGT GCA TTA 
Ser Ala Leu 

460 
AGC GCA CAA 
Ser Ala Gin 
475 

AGC AAT ATT 
Ser Asn I le 

AGC TCT AAC 
Ser Ser Asn 

GTT GTC GAC 
Val Val Asp 
525 

GCT AAA GCG 
Ala Lys Ala 

540 
AAG AAT GGG 
Lys Asn Gly 
555 

TCA GGA ACT 
Ser Gly Thr 

GGT AAG GCA 
Gly Lys Ala 

GTG TCT GCT 
Val Ser Ala 
605 

GTT ATA TTT 
Val Me Phe 

620 
GAT AAG ACA 
Asp Lys Thr 
635 

GTA AAA GTT 
Val Lys Val 

TTC TCA ACA 
Phe Ser Thr 



16 

CGC AGT CAG 1392 
Arg Ser Gin 

GAC TAC CAG 1440 
Asp Tyr Gin 
480 

TAT AAA GTG 1488 
Tyr Lys Val 
495 

AAT GTA CAG 1536 
Asn Val Gin 
510 

CAG GTT GGG 1584 
Gin Val Gly 

GAT AAC GCC 1632 
Asp Asn Ala 

GTA GCT CAG 1680 
Val Ala Gin 
560 

GCA ACT CTT 1728 
Ala Thr Leu 

r 575 
ACC GTA ACG 1776 
Thr Val Thr 
590 

AAA ACC GCG 1824 
Lys Thr Ala 

TTT GAT CAA 1872 
Phe Asp Gin 

ACT GCA GTA 1920 
Thr Ala Val 
640 

ATG AAA AAC 1968 
Met Lys Asn 
655 

AAC TTT GGG 2016 
Asn Phe Gly 
670 

AAT GAT GGT 2064 
Asn Asp Gly 



ATA ACA CTA ACT 
I le Thr Leu Thr 
695 

GTC AGT GAT GGG GCT GAG GTT 



ACC ACG GGA 
Thr Thr Gly 
685 

GCC GGT AAA 
Ala Gly Lys 

700 

AAA GCG ACT GAG GTC ACT 2160 



GCG ACT GTT 2112 
Ala Thr Val 
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(10) #$j±p 1 1 - 2 8 6 4 9 9 

17 18 
Ser Ala Thr Val Ser Asp Gly Ala Glu Val Lys Ala Thr Glu Val Thr 
705 710 715 720 

TTT TTT GAT GAA CTG AAA ATT GAC AAC AAG GTT GAT ATT ATT GGT AAC 2208 
Phe Phe Asp Glu Leu Lys I le Asp Asn Lys Val Asp t le lie Gly Asn 

725 730 735 

AAT GTC AAG AGG TCG ATG TTG CCT AAT ATT TGG CTG CAA TAT GGT CAG 2256 
Asn Val Lys Arg Ser Met Leu Pro Asn lie Trp Leu Gin Tyr Gly Gin 

740 745 750 

TTT AAA CTG AAA GCA AGC GGT GGT GAT GGT ACA TAT TCA TGG TAT TCA 2304 
Phe Lys Leu Lys Ala Ser Gly Gly Asp Gly Thr Tyr Ser Trp Tyr Ser 

755 760 765 

GAA AAT ACC AGT ATC GCG ACT GTC GAT GCA TCA GGG AAA GTC ACT TTG 2352 
Glu Asn Thr Ser Me Ala Thr Val Asp Ala Ser Gly Lys Val Thr Leu 

770 775 780 

AAT GGT AAA GGC AGT GTC GTA ATT AAA GCC ACA TCT GGT GAT AAG CAA 2400 
Asn Gly Lys Gly Ser Val Val Me Lys Ala Thr Ser Gly Asp Lys Gin 
785 790 795 800 

ACA GTA AGT TAC ACT ATA AAA GCA CCG TCG TAT ATG ATA AAA GTG GAT 2448 
Thr Val Ser Tyr Thr Me Lys Ala Pro Ser Tyr Met Me Lys Val Asp 

805 810 815 

AAG CAA GCC TAT TAT GCT GAT GCT ATG TCC ATT TGC AAA AAT TTA TTA 2496 
Lys Gin Ala Tyr Tyr Ala Asp Ala Met Ser Me Cys Lys Asn Leu Leu 

820 825 830 

CCA TCC ACA CAG ACG GTA TTG TCA GAT ATT TAT GAC TCA TGG GGG GCT 2544 
Pro Ser Thr Gin Thr Val Leu Ser Asp lie Tyr Asp Ser Trp Gly Ala 

835 840 845 

GCA AAT AAA TAT AGC CAT TAT AGT TCT ATG AAC TCA ATA ACT GCT TGG 2592 
Ala Asn Lys Tyr Ser His Tyr Ser Ser Met Asn Ser I le Thr Ala Trp 

850 855 860 

ATT AAA CAG ACA TCT AGT GAG CAG CGT TCT GGA GTA TCA AGC ACT TAT 2640 
Me Lys Gin Thr Ser Ser Glu Gin Arg Ser Gly Val Ser Ser Thr Tyr 
865 870 875 880 

AAC CTA ATA ACA CAA AAC CCT CTT CCT GGG GTT AAT GTT AAT ACT CCA 2688 
Asn Leu I le Thr Gin Asn Pro Leu Pro Gly Val Asn Val Asn Thr Pro 

885 890 895 

AAT GTC TAT GCG GTT TGT GTA GAA 2712 
Asn Val Tyr Ala Val Cys Val Glu 
900 
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